Methods for drug susceptibility testing of Gram-positive bacteria  by unknown
Methods for drug susceptibility testing of Gram-positive bacteria 155 
[p6531 Acute HIV-1 Illness Severity and Prognosis: 
P. Vanhems I ,  J. Lambert I ,  D.A. Cooper *, B. Hirschel, A. Carr ’, 
L. Perrin ’, J. V d  ’, S. mloch-De Loes ’, R. Allard 
‘ University $Montreal, Montreal, Canada, ’National Centre in HIV 
Epidemiology and Clinical Research, Sydney, Australia, 
University Hospital, Geneva, Switzerland 
Objective: To examine the relationship between the severity of 
acute HIV-1 illness, and disease progression and death. 
Methods: 218 patients with acute HIV-I illness and 41 asymp- 
tomatic HIV-1 seroconverters within 1 year were enrolled in 4 
prospective studies. Progression to CDC IV disease, AIDS and death 
was analysed using an additive clinical score (CS) based on 6 predic- 
tive symptoms/signs at acute HIV-I infection idenafied on univari- 
ate analysis (CS ranged h m  0-6). Kaplan-Meier and Cox methods 
were used to estimate the prognosis. 
Results: Compared to asymptomatic patients (CS = 0), patients 
with a CS of 3-4 progressed faster to CDC IV disease, (adjusted 
relative risk [RR] 1.39; 95% CI, 1.01-1.92). The patients with a CS 
of 5-6 progressed faster to CDC IV (RR 1.80; 95% CI 1.34-2.40). 
to AIDS (RR 1.37; 95% CI 1.01-1.89) and to death (RFL 2.05; 95% 
Conclusion: The number of symptoms/signs at acute HIV-1 in- 
fection af€ect disease progression and survival. The prognosis differed 
between asymptomatic and symptomatic seroconverters and among 
symptomatic seroconverters. 
Dose-Response Relationship 
Geneva 
CI 1.27-3.32). 
Methods for drug susceptibility testing of 
Gram-positive bacteria 
I P654 I Beta-lactam MIC Determination for 
Streptococcus pneumoniae Using ATB-PNO 
L. Chollet ’, M. Chomarat I ,  M. Peyret ’, J.P. Flandrois ’ Ch. 
Hosp. Lyon-Sud, Frame, ’bioMirieux, La Balme les Grottes, France 
Objective: To evaluate the abhty of a semi-agar medium with 
ATB-PNO strips (bioMirieux, France) to determine MIC values. 
Methods: The MIC of penicillin, amoxycillin and cefotaxime 
for 123 Streptocow pneumoniae strains were determined using the 
reference agar dilution method with horse blood and ATB-PNO 
strips. The media were incubated for 18 hours at 35°C in 5% 
COZenriched atmosphere. The ATCC 49619 strain was used as 
control. The strains were classfied in therapeutic categories ac- 
cording to the criteria of the committee of antibiogram of SociCt6 
Franpise de Microbiologie (SFM). 
Results The correlations at MIC f 1 ctlution between the two 
methods were greater than 92%. regardless of the antibiotic con- 
cerned. No major or very major error was observed but minor 
discrepancies (S/I and I/S) were represented respectively 5.7% for 
amoxycillin, 4% for penicillln and 10% for cefotaxime. 
strips 
Refercnce/rtrip Corrclauon + 1 dunon  Number of minor dircrepincies 
S I I  m d l / S  R/I I/R 
7 17 2 P C n i  93.5% 
AmOX %% 5 1 1 
Cefoudmc 92% 13 1 
Conclusions: The ATB-PNO strip seems to be a reliable, simple 
and easy-to-use test in routine work. It is also reproducible and this 
automated method could be used instead of the reference methods 
(SFM or NCCLS). 
I P655 I Susceptibility Testing of Streptococcus 
pneumoniae on an Automated System 
R. Ruesing, M. Ghanem, M. Ullery, J. Gent. bioMirieux Vitek, 
Im., St. Louis, Missouri, USA 
Objectives: Antibiotic resistance to Streptococnrs pneumoniae is a ris- 
ing threat to the world’s health, threatening patients with rneningi- 
tis, otitis media and pneumonia. The purpose of this study was to 
demonstrate the feasibhty of performing susceptibihty testing on a 
range of clinically useful antibiotics against S. pneumoniae in a rapid, 
automated system. 
Methods: A new system for bacteriological testing, the Vitek 11, is 
under development by bioMCrieux. This development includes new 
cards as well as prototype instruments. Two hundred and twenty-six 
strains chosen to represent a range of resistance mechanisms were 
tested against 12 antibiotics (penicillin, cefotaxime, cehaxone, 
vancomycin, erythromycin, trimethoprim/sulfamethoxazole [SXT], 
amoxicillin, chloramphenicol, imipenem, ofloxacin, pristinamycin 
and tetracycline), using both the NCCLS reference method and in- 
vestigational cards, s d a r  to the Vitek disposable. 
Results: A new algorithm that characterizes the bacterial growth 
observed in the instrument was developed using the most ducrimi- 
nating concentrations of antibiotic tested in the experimental cards. 
MICs were determined and interpreted accordmg to the breakpoints 
and ranges specified by the NCCLS, CA-SFM and DIN committees. 
All antibiotics showed essential agreement above 98% within the 
following range: 100% (penich ,  ceftriaxone, vancomycm, SXT, 
amoxidh, chloramphenicol and pristinamycin) to 98.6% (ery- 
thromycin) Results were obtained h m  3 to 15 hours. 
Conclusions: The results of &us study show the feasibility of 
performing accurate, rapid susceptibility testing for S. pneumoniae in 
an automated system. 
I P656 I Comparison of COz Effect within Different 
Testing Methodologies on Arithromycin MIC 
Levels for Streptococcus pneumoniae and 
Streptococcus pyogenes Isolated in a 
Multicenter, Multinational Surveillance Study 
S .  Bouchillon, J. Johnson, B. Johnson. Laboratories Internationalfor 
Microbiology Studies, Mount Prospect, IL, U S A  
The in uitro activity of azithromycin against 708 S. pneumoniae and 
514 S. pyogenes isolates were determined using E-test methodology 
during an 18-month multicenter, multinational surveillance study. 
Investigators h m  28 centers in 12 countries tested azithromycin 
against strains isolated h m  or submitted to their institution dur- 
ing h s  period. Isolates were prepared for testing according to the 
manufacturer’s recommended procedure and incubated in a COz 
environment prior to determining MIC results. 
MICs for azithromycin against S. pneumoniae ranged h m  t0.016 
mg/l for S. pyogenes, with an MIGO of 1.5 mg/l. All S. pneumoniae 
strains were retested using microbroth dilution without CO2 incuha- 
tion, and S. pyogenes strains were retested using E-test without COz 
incubation. Upon retest, azithromycin MIC levels for S. pneumoniae 
ranged h m  t0.016 to >256 mg/l, with an of0.5 mg/l, and 
S. pyogenes MICs ranged h m  t0.016 to 64 mgA, with an 
of 0.5 mg/l. Colony counts and pH determinations were randomly 
evaluated during the retest phase and were considered within accept- 
able ranges. 
to >256 mgA, with an MICw of 64 mg/l, and t0.016 to >256 
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Conclusions: E-test methodology has proven Mkd in the testing 
of many antimicrobial compounds against aerobes, anaerobes, and 
fastidious organisms. However, caution should be exercised when 
interpreting results generated by E-test methodology when testing 
azithmmycin against organisms requiring incubation in a CO2 envi- 
ronment. 
[ E l  Evaluation of an Automated System, Vitek@', in 
Comct Identification of Methicillin-Resistant 
Staphylococcus aureus (MRSAI 
R. Gross, B. Griinastel, K. Becker, G. Peters. Institute $Medical 
Microbiology, University of Munster, Germany 
Objectives: Given their importance as nosocomial pathogens, reli- 
able identification of MRSA on a species level as well as by correct 
oxacillin susceptibility determination is prerequisite for the use of 
automated systems in diagnostic microbiology, yet, the heteroge- 
neous expression of methidm-resistant phenotype may be =cult 
to detect. We d u a t e d  the performance of the Vitek@ system with 
a panel of chical MRSA isolates and compared these findings with 
standard identification and susceptibility determination. 
Methods: 147 staphylococcal isolates (one isolate/patient) both 
from patients with inwsive infection as well as h m  s u r v e h c e  cul- 
tures were examined. MRSA were idenhfied by typical gram s t a i n ,  
colony morphology, Pastorex@ and tube coagulase test as well as 
by standard disk &ion tests using methidllin-resistance express- 
ing p w t h  conditions (2% NaCl, 30°C). In addition, presence of 
the mecA gene was determined by PCR. AU isolates were analyzed 
using the Vitek" PioMerieux) system, and oxacillin-resistance was 
determined using established breakpoints. 
Results: Of the 147 S. aureus isolates, 143 were idenbfied as 
MRSA using standard methods and presence of mecA gene. 4 iso- 
lates were BORSA strains exhibiting b-lactamase hyperproduction. 
All strains were correctly identified as S. aureus by Vitek", and the 
MIC of all strains was determined as )2 pg/mL inmcating oxacillin 
resistance. 
Conclusions: The Vitek@ automated system correctly identified 
all isolates of our MRSA panel and may thus be reliably used for 
their idenbfication in the dinical microbiology laboratory. 
lp6581 Automated Detection of the Methicillin 
PJ. Levasseur ', J.G. Moe W O'Brien 
A. Troesch'. 'bioMkrieux Mtek, Inc., Rockland, MA, U S A ,  
ZbioMhrieux Mtek, Im., St Louis, M O ,  USA, 'bioMkieux, s.a., Many 
I'Etoife, France 
Objective: Develop a sensitive, automated clinical assay for detec- 
tion of the mehcilhn resistance (mecA) gene h m  staphylococci. 
Methods: The me& gene was detected in the VIDAS in- 
strument using an automated hybridization assay. This assay 
included capture and detection probes covalently linked to 
N-vinylpyrrolidone/N-acryloxysucdnimide W - N A S )  copoly- 
mer. Staphylococci were lysed and genomic DNA denatured in a 
rapid, one-step alkaline-heat treatment. 
Results: A standard sandwich hybridization assay was developed 
to detect the me& gene. The sensitivity of this assay u*ds increased 
10-fold when the capture probe was covalently linked to NVP-NAS 
copolymer. An additional 10- to 100-fold increase in assay sensitivity 
was achieved when the detection pmbe too was covalently linked 
to copolymer. The resulang 1000-fold increase in assay sensitivity 
(compared to the standard hybridization assay) permitted detection 
of 1 X lo7 copies of the mecA gene (PCR generated). The assay 
Resistance Gene 
J. Gem ', C. Mabilat ', 
could detect the mecA gene &om 5 x lo7 cells of Staphylocorncc 
aureus, and h n  single colonies (m2 X lo* cells). In a survey of 42 
strains representing five species of staphylococci, the hybridization 
assay confirmed the results of susceptibility testing (standard NCCLS 
methods) and fuaher identified two strains carrying the mecA gene 
that were sensitive. to oxacillin. 
Conclusions: An automated mecA gene hybridwation assay em- 
ploying oligonudeotide-linked copolymers showed practical applica- 
tion in c h i d  diagnosis. The assay provided additional dormation 
concerning potential resistance to methidin not indicated by sus- 
ceptibdity testing. 
[p6591 Rapid Detection of Methicillin Resistance in 
Coagulase-negative Staphylococci 
B. Murawska, A. Pawihka, J. Patzer. 7 h e  Children's Memorial Health 
Institute Wanaw, Deparfament of Clinical Mikrobiolon, Warsaw, Poland 
Objective: To revise the application of Crystal MRSA ID System 
for the rapid detection of methicillin resistance in coagulase-negative 
staphylococci (CNS) and determining of the mmmd inoculum 
standard giving the Mkd result during a reasonable short time. 
Methods: CNS (n = 50, two testing variants) were isolated from 
children hospitahed in the Children's Memorial Health Institute 
in 1996 and identified by ATB or AF'I Systems. Methidm resis- 
tance was determined by disk agar W o n  test (5 p g  of m e h -  
c h ) ,  screening on TSA supplemented with methicillin 25 mgA 
(TSA-met), Sceptor System and Crystal MRSA ID System. 
Results: Confirming our previous results, one needs heavy in- 
o d u m  of CNS and prolonged incubation time (1 McF, 3 7 T ,  6 h) 
to detect the methidh-resistance with Crystal MRSA ID System. 
Application of 2 McF inoculum cuts down minimal incubation time 
to 5 h (100% of positive results), although some isolates give the 
answer after 4 h (-50%). For 1 McF inoculum 40.5% isolates give 
the valid results afrer 5 h, additional hour of the incubation rises the 
percent of proper identification to 92%. Four isolates in this case 
were false-susceptible to methicillin (8%). 
Conclusions: Crystal MRSA ID System can be used for rapid 
and valuable detection of methicillin-resistance in CNS with inocu- 
lum 2 McF and 5 h of incubation. 
Evaluation of Commercially Available 
Agglutination Tests for Methicillin-Resistant 
Staphylococcus Bums 
C. Neher, E AUerberger, W Prodinger, M.P. Dierich. Instifutficr 
Hygiene, Innsbmck, Austria 
Objective: To evaluate seven c o m m e d y  available slide agglutina- 
tion test kits for rapid identification of StaphylbcoccuS sum. 
Methods: We used 100 European methicillin-resistant Staphylo- 
coccus aureus strains and 96 coagulase-negative staphylococci. 
Results: Sensitivity and specificity of the tests were found to be 
99% each for Pastorex Staph-Plus (Sanofi Diagnostics Pasteur) and 
Slidex Staph Plus (bioMCriew), 90% and 93.8%, respectively for 
Slidex Staph-Kit (bioMCrieux), 92% and 93.7% for Staphaurex Plus 
(Murex Diagnostics), 87% and 100% for The Binding Site Staphylo- 
coccus aureus Latextest (The Binding Site Ltd.), 84% and 95.9% for 
Staphylase Test (Oxoid) and 82% and 92.7% for Staphaurex (Murex 
Diagnostics). 
Conclusion: The 2nd generation tests proved to be superior to 
older ones. Commercially available agglutination tests represent a 
reliable alternative to the tube coagulase test. 
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I P661 1 Comparison of Various Reference Methods for 
the Detection of Resistance to Oxacillin in 
Staphylococcus spp 
D. Sahm 
University School ofMedicine, St. Louis, Missouri, USA, 'bioMlrieux 
Mtek, Inc., St. Louis, Missouri, USA 
Objective: Various phenotypic methods may be utilized to detect 
resistance to oxacillin in Staphylococcur spp. The presence of the m e d  
gene in these species has provided a new standard for resistance 
detection. This s t u d y  compared three phenotypic reference methods 
to genotypic characterization. 
Methods: One hundred and seventy-one st ra ins  of S. aureus and 
179 sh-ains of various coagulase negative Staphylococcur spp. (CNS) 
were genotypically characterized for the mecA gene by standard PCR 
methods utilizing published primers. These s t r a i n s  were tested by the 
agar dilution method, utdmng Mueller Hinton Agar with 2% NaCl 
(0x2) and 4% NaCl (0x4).  Additionally, oxa& screen plates 
(OXSC) containing 4% NaCl and 6 pg/ml of oxacihn were tested. 
Plates with 2% NaCl were incubated for 24 hours, 4% NaCl for 
48 hours and OXSC for 24 hours for S. aureuc and 48 hours for 
CNS. 
Results: Category interpretations of the observed MICs were 
determined. OXSC were scored as either positive or negative. Con- 
sidering mecA as the standard, the following correlation for each 
of the phenotypic methods was obtained S. aureus: OX2 97.1%, 
OX4 87.1%, OXSC 98.2%; CNS: OX2 85.5%, OX4 94.4% OXSC 
97.2%; all Staphylocoms spp.: OX2 91.1%, OX4 90.8%, OXSC 
97.7%. 
Conclusions: Of the phenotypic methods studied, OXSC 
showed the highest level of correlation to the presence of m e d  gene. 
Considering agar dilution only, OX2 displayed better correlation for 
S. aureus and OX4 for CNS. 
M. Ghanem ', D. Freiner *, J. Gerst '. ' Wachington 
Fj Comparative Study of 5 Methods (Including 3 
Rapid Techniques) for the Susceptibility Testing 
to Penicillin and Oxacillin. Of Staphylococci 
Isolated from Blood Culture 
C. Saulnier, M. Dullin, D. Mathieu. H6pital Paul Brousse, Villeju$ 
Paris, France 
Objectives: To compare 3 rapid antibiotic susceptibility test meth- 
ods for penicillin (Peni) and oxacillin (Oxa): Vitek bioMCrieux 
(Vitek), rapid ATB (bioMCrieux), BBL Crystal MRSA (BD) - and 
two overnight methods disk d&sion (SDP) (oxacillin duk at 3OOC) 
and ATB bioM6riew using an experimental 2% NaCl medium for 
oxacillin (ATB 2%). 
Methods: 100 strains isolated from blood cultum (Vital 
bioMeriew), comprised of: 20 Staphylococnrs aureus (SA) and 80 co- 
agulase negative staphylococci (CNS). 2 protocols: 1) directly after 
centrifuging blood culture broth, 2) after subculture on agar. For 
discrepant results, the MIC for Oxa in agar medium at 30°C were 
determined. 
Results: For SA: 100% concordance between the techniques for 
Peni and Oxa, concerning the 2 protocols. 
For CNS: 
(1) Peni: 1 discrepancy with Vitek, 1 discrepancy with ATB 2% 
(2) Oxa: 12 dwrepancies with ATB 2% (MIC 4, 8, 16, 32, 64 
InjZuence ofprotocol 1; 
(1) Peni: 4 false S results with Vitek were found to be R after 
subculture; 1 out of 2 false S results with ATB 2% was found to 
be R after subculture 
(2) Oxa: 4 false S results with ATB 2% were found to be R after 
m g 4  
subculture (MIC: 4, 8 and 16 mg/l); 2 false S results with Vitek 
were found to be R after subculture (MIC 4 and 8 mg/l). 
Conclusion: Automated blood culture associated to rapid sus- 
ceptibility test method (except ATB 2%), directly from broth should 
allow reducing the response time to the clinician. The methodol- 
ogy needs however further adjustment: w a s h  the pellet and/or 
adapting the inoculum. 
I P663 I Comparison of Three Phenotypic Methods for 
the Susceptibility Testing of Methicillin in 
Coagulase-Negative Staphylococci CNS) with 
mecA Detection by PCR 
A. Wenger, M. Galauo, €? Rudaz, J. Bdle, K. Jato.. Institute Df 
Mimbiolog,  CHUY Lausanne, Switzerland 
Objectives: Challenge the "bench" tests of methicillin susceptibility 
for CNS. 
Methods: Fourty seven selected blood isolates of CNS were 
tested by KirbyBauer (KB) oxacillin (OX) disc diffusion method 
and agar screen test (AS) (spot inoculation on MHA + 6 mg/l OX 
+ 4% NaCl) following NCCLS guidelines. OX-MICs were deter- 
mined by macrobroth dilution in MHB + 2% NaCl incubated at 
30°C. End reading was at 48 h of incubation for the three methods. 
The presence of mecA gene was tested by PCR. 
Results: 25 strains were positive for the gene (mecA+CNS), 22 
were negative (mecA-CNS). Of the 22 mecA-CNS, all were sus- 
ceptible to OX by KB. None grew on AS. Their OX-MICs never 
exceed 0.25 mg/l. Of the 25 mecA+CNS, only 16/25 (64%) gave 
MICs in the resistance range (> = 4 mg/l) at 24 h of incubation. 
At 48 h, two were s t i l l  phenotypically susceptible by NCCLS break- 
points. The accuracy of KB and AS to detect mecA+CNS after 24 
h of incubation was 80% (20/25) and 48% (12/25) respectively. Pro- 
longation ofincubation rose their sensitivity to 84% (21/25) and 80% 
(20/25). For halfofthe strains (11/20), growth on AS was scanty, an 
indication of heterogeneous expression of mecA gene. Two strains 
were missed by the three phenotypic methods. 
Conclusions: NCCLS recommended methods for the detection 
of methicillin resistance, when compared with mecA detection by 
PCR, lack sensitivity in CNS, specially if a 24 hours incubation is 
used. 
Evaluation of BBL@ Enterococcus Screen Agar 
Quad Plate for Detection of Vancomycin- and 
High-Level Aminoglycoside Resistance in 
Enterncoccus spp 
B. Gordts, H. Van Landuyt. SintJan General Hospital, Brugge, Belgium 
Vancomycin-resistance (VAN-R) and high level resistance (HLR) 
to aminoglycosides (AGL) in Enterococcus spp are clinically very im- 
portant, but often &cult to detect in-vitro. Commercial BBL@ 
Enterococcus Screen Agar Quad (ESAQ) plates may be stored for 
up to 6 weeks and detect VAN-R and HLR to streptomycin (STR) 
and gentamicin (GEN). We evaluated the performance of t h i s  prod- 
uct by testing 18 VAN-R, 20 VAN-R + HLR-AGL, 6 HLR-AGL 
and 16 susceptible enterococci repeatedly (5 times) on a batch of 
ESAQ-plates with 1 week intervals up to 1 week beyond expiry 
date. Each time, growth was recorded after 18, 24, 42 and 48 hrs 
incubation. The results (see table) demonstrate that ESAQ-plates de- 
tect VAN-R and GEN-R extremely well during the entire shelf-life 
and even beyond expiry date, e s p e d y  after 42 hrs of incubation. 
Even intermedmte VAN-R is accurately detected in E. gallinatum. 
Detection of HLR to streptomycin is less accurate, but improves 
when read after 42 hrs of incubation. 
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at 18h at24 h at42 h a t 4 8  h at48 h 
VAN 94/94 95/92 97/90 97/90 95 
STR 55/96 61/96 72/93 75/93 90 
GEN a o p  90199 95/99 95/99 a9 
These results indicate that ESAQ-plates are the most practical 
and simple method to test susceptibllity and antibiotic synergy of 
enterococci in a routine clinical microbiology laboratory. 
Molecular diagnosis of tuberculosis 
[el Comparative Study of Amplicor PCR and Ligase 
Chain Reaction for Direct Detection of M. 
tubemlosis in Clinical Specimens 
C.M. Gilpin, M.A. Abdelaal, A.O. Osoba. Department cfPatholoD, 
King Khalid National Guard Hospital, Jeddah, Saudi Arabia 
Objectives: To compare the sensitivity and specificity of two 
DNA amphfication techniques, Amplicor Polymerase Chain reac- 
tion (PCR) and Ligase Chain Reaction (LCR) in the detection of 
M. tuberculosis (MTB) in clinical specimens. 
Methods: 326 patient samples were selected for this study on the 
basis of positive acid fast bacilli (AFB) microscopy by Ziehl Neelsen 
(ZN) stain, prior history of tuberculosis on antituberculosis therapy, 
clinical suspicion of tuberculosis with negative miaoscopy or on 
culture positive samples. Each sample in addition to microscopy and 
culture for Mycobacteria was tested by both Amplicor PCR and 
LCR. 
Results: Of the 326 patient samples, 74 specimens were culture 
positive for MTB and 46/74 (62%) were AFB smear positive. All the 
46 smear positive-MTB positive cultures were LCR positive (100%) 
and 44 (95.6%) were positive by Amplicor PCR. In the 28 smear 
negahve-MTB positive cultures 25 (89.2%) were LCR positive and 
21 (75.0%) were Amplicor PCR positive. Of the 326 patient sam- 
ples 68 (20.9%) specimens were culture positive for non-tuberculous 
Mycobacteria (NTM) and in all both Amplicor PCR and LCR gave 
negative results. 
Conclusion: In smear positive specimens the high specificity of 
both methods allows for the detection and diflerentiation of MTB 
horn NTM in a single specimen. In this study LCR showed greater 
sensitivity than Amplicor particularly in smear negative specimens. 
I P666 I Evaluation of the Abbott LCx Mywbacterium 
tuberculosis Assay for Direct Detection of 
Mywbacterium tuberculosis in Respiratory 
Specimens 
E Gamboa, J.M. Manterola, E. Gazapo', J. Lonca, J. Ruiz', 
L. Matas, E. Padilla, C. Rodrigo', V. Ausina. 'Abbott, Madrid, 
Servicio de Minobiologia, Barcelona, Spain, 'Neumologia y Hospital 
Universitario Germans Trim i Pujol, Barcelona, Spain, 'Pediafrfa, 
Hospital Uniwsitario Germans Trim i Pujol, Barcelona, Spain 
Objetives: Evaluate the performance of Abbott LCx Mycobacfm'um 
tuberculosis (MTB) Assay (Abbott Laboratories, Diagnostic Division. 
Illinois, USA) and compare thls method of DNA amplification with 
standard culture and staining techniques. 
Methods: we have investigated 520 respiratory specimens col- 
lected h m  326 patients. The samples were digested and decontam- 
inated with sodium dodecyl sulfate (SDS)-NaOH. The pellet was 
resuspended with 30 ml of sterile water and centrifuged at 3300 
g for 20 minutes, and the supernatant was removed. The sedunent 
from all specimens was finally suspended in 2.2 ml of 0.067 M phos- 
phate b d e r  @H 6.8). For all specimens, half of sediment was kept 
a -80°C for the target-amplified test, and the other half were in- 
oculated onto Lowenstein-Jensen and Coletsos, and into BACTEC 
12B me&um (Becton Dickinson, Maryland, USA), and used for 
acid-fast staining. The identification of mycobacteria was reahzed 
for routine biochemical methods, gas-liquid chromatography and 
the Accuprobe DNA probes (Gen-Probe, San Diego, C a .  The 
Abbott LCx MTB Assay was performed with 500 p1 of pretreated 
(SDS-NaOH) specimen according to the manufacturer's package in- 
sert. 
Results: Overall sensitivity, specificity, positive predictive value 
and negative predictive value were 90.8, 100, 100, and 94.7%. re- 
spectively, for Abbott LCx MTB Assay; and 88.2, 100, 100, and 
93.4%, respectively, for culture. 
Conclusions: The Abbott LCx MTB Assay is a admissibly sensi- 
tive and specific technique for the rapid detection of M .  tuberculosis 
in respiratory specimens. 
lP6671 Comparison of the Cobas Amplicor MTB System 
with Amplicor MTB Test and Culture for 
Detection of Mycobactenurn tuberculosis in 
Respiratory Specimens 
E Gamboa, J.M. Manterola, J. Lonca, J. Ruiz', L. Matas, 
PJ. Cardona, C. Rodrigo *, V. Ausina. Senricio de Minobiologia, 
Hospital Universitario Germans Trias i Pujol, Barcelona, Spain, ' Sewicio 
de Neumologia, Hospital Univmitario Gemrans Trias i Pujol, Barcelom, 
Spain, 'Servin'o de Pediafria, Hospital Unimitario Germans Trias i 
Pujol, Barcelona, Spain 
Objectives: Evaluate two commercially available amplification sys- 
tems, the Roche Cobas Amplicor Mycobacterium tuberculosis (MTB) 
automated system and the Roche Amplicor Mycobactenurn tubercu- 
losis test (Amplicor MTB; Roche Diagnostic Systems, S o m e d e ,  
NJ.) and compare these methods with standard culture and staining 
techniques. 
Methods: We investigated 504 respiratory specimens collected 
fiom 343 patients. The samples were digested and decontaminated 
with sodium dodecyl sulfate (SDS)-NaOH. The sediment from all 
specimens was finally suspended in 2.2 ml of 0.067 M phosphate 
buffer @H 6.8). For all specimens, half of sediment was kept a 
-80°C for preparation of DNA, and the other half were inocu- 
lated onto Zwenstein-Jensen and Coletsos, and into BACTEC 12B 
medium (Becton Dickinson, Maryland, USA), and used for acid-fast 
staining. The identification of mycobacteria was realized for rou- 
tine biochemical methods, gas-liquid chromatography and the Ac- 
cuprobe DNA probes (Gen-Probe, San Diego, C a .  The Cobas 
Amplicor (CA) MTB system and Amplicor MTB test were done 
accordmg to the manufacturer's instructions. 
Results The sensitivities of the CA MTB and Amplicor MTB 
systems were 94 and 91, respectively. For both systems the specificity 
obtained was 100%. 
Conclusions: The CA system brings true PCR automation to 
clinical mycobacteriology laboratories. In addition the accuracy of 
automated results, the CA system had a highest sensitivity that Am- 
plicor MTB test for detection of Mycobactmiurn tuberculosis in respira- 
tory specimens. 
